The annealed copolymer polyriboinosinic acid-polyribocytidylic acid reacted with Limulus amoebocyte lysate to cause gelation at a concentration approximately 2,000-fold or greater than bacterial endotoxins. This copolymer was pyrogenic in rabbits and demonstrated hypochromicity, but no significant correlation was noted among Limulus amoebocyte lysate reactivity, pyrogenicity, and hypochromicity. Like endotoxin, polyriboinosinic acid polyribocytidylic acid did not react with purified Limulus coagulogen. Similar concentrations of the homopolymers polyriboinosinic acid and polyribocytidylic acid were negative or significantly below the Limulus amoebocyte lysate reactivity of the copolymer and essentially nonpyrogenic. Thus, polyriboinosinic acid-polyribocytidylic acid is a compound in addition to endotoxin that effects a positive Limulus amoebocyte lysate test.
Some studies investigating the specificity of the Limulus amoebocyte lysate (LAL) test conclude that the LAL test is specific for endotoxin (8, 13, 14) , but other studies have shown that compounds other than endotoxin cause a positive LAL test (6, 11, 17) . Previous research in this laboratory demonstrated a positive LAL reaction with polyriboinosinic acid polyribocytidylic acid [poly(I) * poly(C)] (6); however, other investigators h ve challenged these findings (2, 10) . Work in other laboratories has shown that poly(I) -poly(C) is pyrogenic in rabbits, but single-stranded homopolymers poly(I) and poly(C) are not pyrogenic (9, 12) . In this study, LAL tests and rabbit pyrogen tests were performed on homopolymers and on poly(I). poly(C) formed after annealing the homopolymers in an attempt to resolve the controversy. Additionally, several different preparations of poly(I) poly(C) were tested with purified Limulus coagulogen (16) as well as with LAL and the rabbit pyrogen test.
MATERIALS AND METHODS
Nucleotides. Eight different lyophilized preparations of poly(I) and poly(C), having sedimentation coefficients ranging from 2.5 to 13.2, were obtained from P-L Biochemicals (Milwaukee, Wis.) and Miles Laboratories (Elkhart, Ind.). Poly(I) and poly(C) designated as numbers 1 through 6 were part of a "Molecular Size Kit" offered by P-L Biochemicals. Two Molecular Size Kits of the same lot were obtained and tested with different lots of Limulus amoebocyte lysate. None of the homopolymer preparations were guaranteed to be sterile or pyrogen free.
Poly(I 20 ,g/kg), and four to nine rabbits were injected with 1 ml of pol(I) poly(C) (approximately 10,ug/kg). Rabbits were given a larger amount of the homopolymers than the copolymers since previous studies had shown the former to be nonpyrogenic and the latter to be pyrogenic in rabbits (9) . Temperatures of the rabbits were measured electronically every Statistical methods. The Spearman rank correlation coefficient was used to compare LAL reactivity, pyrogenicity, and hypochromicity (4).
RESULTS
Homopolymers poly(I) and poly(C) were either nonreactive or minimally reactive in the LAL test as compared with the annealed copolymer, poly(I) -poly(C) ( Table 1 ). All annealed poly(I) * poly(C) preparations showed significantly increased (a 2-tube or greater increase) LAL endpoints compared with the homopolymers and showed the hypochromic effect ( Table  1 ). The concentration of poly(I) -poly(C) required to effect a positive LAL test ranged from approximately 2 ,ug/ml (a 1:512 dilution of a 1-mg/ml solution) to 250 ,g/ml (a 1:4 dilution of a 1-mg/ml solution) ( Table 1) . LAL tests on the second batch of poly(I) and poly(C) were consistent with the first experiment.
Pyrogen testing showed a similar pattern: single-stranded homopolymers did not produce significant fever, but all double-stranded poly(I)-poly(C) preparations produced significant fever (Fig. 1 ). There were no significant correlations among LAL reactivity, pyrogenicity, and per- <Poly(I) poly(C) preparations were annealed with poly(I) and poly(C) homopolymers with the corresponding numbers.
centage ofhypochromicity. However, all poly(I). poly(C) preparations produced both significant fever and a significantly increased LAL endpoint.
The three purchased poly(I) . poly(C) preparations were pyrogenic and LAL reactive, but were not reactive with Limulus coagulogen. LAL endpoints and fever indices (FI) for the three Table 1 . One or two rabbits received approximately 20 gg ofeach poly(I) or poly(C) per kg. Each pair ofpoly(I) and poly(C) (Arabic numbers) was annealed to form poly(I). poly(C) (Roman numerals). Four to nine rabbits received approximately 10 ug of each poly(I).poly(C) per kg. Each fever curve represents the mean temperature change from the base line for all rabbits receiving that compound. negative in the LAL assay at a concentration of 100 ,ug/ml (10). However, a year later the same group reported that poly(I) * poly(C) at a concentration of 2.8 ,ug/mi resulted in a positive LAL assay at "50% of the maximum clot" (11 (5, 11) . However, the initial report from this laboratory indicated that 0.1 ,ug of the poly(I).poly(C) preparation per ml caused a positive LAL test, which is below the lower concentration of the present study by a factor 20 (6) . The 
